AUTISM

Description
Autism is a heterogeneous neurodevelopmental disorder actually known as Autism spectrum disorders (ASD). It is characterized by a dyad of symptoms: impaired communication and altered social skills [1] . ASD symptoms include (1) persistent deficits in initiating and sustaining social interaction and social communication; and (2) limited, repetitive and stereotypical patterns of behaviors and interests.
The impact of ASD on people can be very dissimilar: some people with ASD can live independently, others require life-long care and support. The onset of this disease occurs, typically, in early childhood usually before the age of three. For some patients, the symptoms will become apparent later when daily autonomy requirements will not be handled by the patient. According to the Diagnostic and Statistical Manual of mental disorders (DSM-5 ® ), the symptoms must appear during the childhood to be considered as autism [1] . Most people affected by autism are healthy otherwise but for some of them, autism is associated with other health problems. Among those pathologies associated with autism, one can find metabolic disorders such as phenylketonuria, chromosomal abnormalities, infectious diseases such as rubella or neurocutaneous disorders.
In most cases, deficits are severe enough to affect the personal life: the different aspects of social, educational, occupational life are generally affected in people affected by ASD. The spectrum is large and among patients, a full range of mental abilities and communication skills can be observed [2] . In the literature, some theories explain autism by cognitive deficit. Baron-Cohen studied the hypothesis of a deficit of theory of mind and showed that patients with ASD have difficulties in imputing mental states (beliefs, desires, intentions, emotions, etc.) to others [3] . It has been proposed that people with ASD have a deficit of executive functions. Evaluations of cognitive functions objectivize deficits in inhibition, cognitive flexibility and working memory. Happé and Frith [4] developed another theory indicating that a person with ASD has a weak central coherence; this theory suggested that a person with autism tends to be more focused on details: the perception of a person with ASD can be defined as fragmented. There are other theories that have been developed to explain what happens in ASD patients: like the perception and sensory theory [5] .
Evolution
When ASD is diagnosed in childhood, the symptoms tend to persist during adolescence and adulthood. With appropriate interventions, the autistic spectrum can be improved: behavioral treatment can improve communication and social behavior, usually associated with a positive impact on wellbeing for people with ASD and their family.
Data and statistics
In the 60 th , the prevalence of ASD was estimated to be around 4-5 in 10000, today this number is around 100 (or even more) in 10000 people [6, 7] and some authors, even reported a prevalence of 3.6% [7] . This increase may not find its origin in genetic and thus, environmental factors may play a role in the onset of ASD [8] . This rise may also be due to a more efficient diagnosis and a better detection of the disease. For ASD, a male-to female ratio of 3.75:1 has been found [9] . ASD can be diagnosed as early as 2 years old, but most children are not diagnosed with ASD until the age of 4. Usually, the age of diagnosis depends of the severity of ASD. The DSM-5 defined 3 severity levels which depend on the requiring support. A schematic representation of the major features found in ASD patients is summarized in Figure 1 .
Parents who have a child with ASD have a 2%-18% risk of having a second child who is also affected [10] . This data can be linked to the genetic aspects of ASD. ASD is found in every country and in every ethnic group and in both sexes. Reports indicate that prevalence might be different according to the ethnical origin [11] even if contradictory data suggest that more standardized protocol for diagnosing are required. The differences among these numbers in various countries may also be due to the lack of homogeneity that exists all around the world for diagnosing autism. Professionals agreed to homogenize diagnostic criteria. The main diagnostic guides i.e., the DSM-5 edited by the American Psychological Association (APA) and the International Classification of Diseases 11 th Revision (ICD-11) published by the World Health Organization (WHO) are considering this problem.
For several years, ASD is recognized as a public health problem, some people consider ASD as becoming epidemic and as a target for health policy. The support of people with ASD is costly; in fact, people with ASD need more medical examinations and drug prescriptions than most healthy people. An important proportion of children with ASD requires special educational services and some stay in health institution at adulthood. In 2014, in the United States, the total cost for children with ASD was estimated between 11.5 billion to 60.9 billion United States dollars per year [12] .
Pathophysiology -Causes
The pathophysiological origin of ASD has not been defined yet. Many factors have been suggested including genetic and environmental factors. These aspects are extensively detailed in a recent review [13] . What seems clear today is the fact that autism is not linked to a single origin. Autism can be associated with many factors, and among those, metabolic disorders can possibly increase the risk of the development of autism.
Some people with ASD also have other health problems, including anxiety and depression, epilepsy, attention deficit hyperactivity disorder (ADHD). In people with ASD, the intellectual level is extremely variable, ranging from profound impairment to higher levels.
In most cases, the etiology of ASD is not known, but a genetic factor, involving possibly 15 or more loci, is widely has been proposed for contributing to the development of ASD [14] . ASD traits are also found in patients affected by several genetic diseases such as Rett syndrome or Angelman syndrome [15] . The strong heterogeneity among individuals with ASD has limited the pure genetic implication [16] . Among potential environmental factors the role of perinatal factors was studied by Gardener et al [17] , they performed a meta-analysis of the association between perinatal and neonatal factors and the risk of autism. In this study they described associations between more than 60 potential perinatal risk factors and ASD [17] . Durkin et al [18] showed that the age of the parents is associated with the risk of ASD for the children. They noticed that the risk is even more pronounced for the elder children. Premature birth has been identified as a risk factor [19] . Prematurity (infants born at < 37 wk of gestation) and low birth weight (< 2500 g) have also been examined as a risk factor for the development of ASD, among several other potential risk factors [20] . Recently a few studies have associated ASD and pesticides: pesticide exposures during pregnancy is a risk factor for ASD [21] . Some people with ASD have metabolic disorders and/or health problems such as mitochondrial dysfunction and gastrointestinal abnormalities. More than thirty years ago, Coleman and Blass [22] suggested an abnormality in carbohydrate metabolism in individuals with ASD, several years later, it was proposed that ASD may be a disorder associated with an impairment in mitochondrial function [23] . Recently a metaanalysis examined the possible link between mitochondria and autism, the conclusions of this study are that it is not clear if mitochondrial dysfunction contributes to the development or pathogenesis of ASD or if mitochondrial dysfunction is just an epiphenomenon of ASD [14] .
CARNITINE
Carnitine occurs in two racemic forms: L-and D-carnitine. In the human body, only the L-isomer is present. L-carnitine is an amino acid derivative found in almost any cell in the body. When discovered, a century ago, L-carnitine was considered as a vitamin as it was shown that the development of a worm (Tenebrio Molitor) was dependent on L-carnitine. Several decades later, it was shown that mammals are able to synthesize L-carnitine and subsequently, L-carnitine was not considered as a vitamin anymore. L-carnitine is mainly found in muscles where it plays a major role in the use of fatty acid for energy production and carnitine found in the human body can either come from an endogenous synthesis or from the foodstuffs.
L-carnitine biosynthesis
L-carnitine biosynthesis is performed with 2 ultimate precursors: lysine and methionine and the enzymatic reactions involved in this synthesis requires several cofactors: vitamin C, iron, vitamin B6 and niacin ( Figure 2) .
The first step corresponds to the methylation of lysyl residues included in various proteins such as histones, cytochrome c or calmodulin. This reaction is catalyzed by enzymes known as protein lysyl methyltransferases. The product of this reaction is trimethyllysyl residues which are released from proteins by protein hydrolysis as free trimethyllysine (TML).
Subsequently, TML enters the mitochondria and interacts with the trimethyllysine hydroxylase (TMLD, encoded by the trimethyllysine hydroxylase epsilon gene: TMLHE) which converts TML into 3-hydroxy-N-trimethyllysine [24] . 3-hydroxy-Ntrimethyllysine is then cleaved into gamma-trimethylaminobutyraldehyde, a reaction catalyzed by hydroxyl N-trimethyllysine aldolase (HTMLA) [25] . Gamma-trimethylaminobutyraldehyde is then dehydrogenated and forms gammabutyrobetaine a reaction catalyzed by the 4-trimethylammoniobutyraldehyde dehydrogenase. Finally, L-carnitine is formed by the hydroxylation of gammabutyrobetaine a reaction catalyzed by the gamma-butyrobetaine hydroxylase (BBOX1). L-carnitine biosynthesis involves different organelles (the nucleus, the mitochondria, the peroxisome and the cytosol) in various tissues and organs: kidney, liver, brain, etc.
[26] . Between 1 and 2 μmol of carnitine are synthesized/kg b.w. per day in a human body.
Dietary origin of carnitine
L-carnitine is mainly present in meat and meat products, dairy and fishes provide also a significant amount of carnitine. Most fruits and vegetables are not riche in Lcarnitine. An omnivorous diet brings about 50 to 100 mg of carnitine per day, 80% coming from meat while a vegetarian diet brings around 10 mg of carnitine/day.
For regular foods, L-carnitine bioavailability varies from 54% to 87% [27] and for dietary supplements, the bioavailability is only around 15%.
In Human, L-carnitine concentration in muscles is around 3 and 6 µmol of per gram making muscle the major reservoir for L-carnitine in the body, however, it has been shown that L-carnitine present in the muscle does exchange easily with the plasma and muscle is unable to synthesize carnitine and relies on L-carnitine synthesized elsewhere in the body or from the dietary carnitine. In contrast, L-carnitine level in the liver is much less than in the muscle (around 0.5 to 1 µmol of L-carnitine per g of tissue) but the hepatic carnitine can be quickly released in the plasma. High levels of L-carnitine are also found in the testes and the brain.
There is no evidence for a catabolism of L-carnitine in mammalian cells and Lcarnitine is eliminated as it from the body in the urine.
Deficiency in human
L-carnitine can be synthesized in several organs (liver, kidney, testis and brain), and can be provided by the foodstuffs. In the human body, carnitine is mainly found in muscles and as muscles are unable to synthesize carnitine they rely on an active transport across the sarcolemma to provide L-carnitine to muscle cells. L-carnitine transport across membrane is done by transporters. The major transporters for Lcarnitine belongs to the organic cation transporter (OCTN) family. L-carnitine transport is done through the activity of three transporters: OCTN1 (SLC22A4) and OCTN2 (SLC22A5) in humans and animals and Octn3 (Slc22a21) in mice. A defect in OCTN2 is known to induce primary systemic carnitine deficiency (SCD) a defect that leads to alteration in beta-oxidation of long-chain fatty acids, causing various symptoms, such as myopathy, cardiomyopathy, fatty liver and male infertility [28] . Secondary carnitine deficiency is due to defects in other metabolic pathways or to drugs that impair intestinal or renal absorption of L-carnitine. The consequences of this deficiency are basically the same than those observed in primary deficiency.
Biochemical functions
The major actions of carnitine are due to the fact that carnitine acts as a cofactor for a large family of enzymes: the carnitine acyltransferases. These enzymes are responsible for the esterification of carnitine with acyl groups, allowing the formation of acylcarnitines. The carnitine acyltransferases are widely distributed in the cell. Carnitine acetyltransferase, is an enzyme that catalyzes the esterification of carnitine into short chain acyl-coenzyme A (acyl-CoA); this activity was described in different organelles: the cytosol, the mitochondrion, the peroxisome and the endoplasmic reticulum in various tissues: the heart, the brain, the kidney, the sperm cells and the liver [29] . Carnitine octanoyltransferase (CrOT) is an enzyme required for the peroxisomal metablism of very long-chain fatty acids and branched-chain fatty acids [30] . Carnitine palmitoyltransferase 1 (CPT 1) is an enzyme located on the outer mitochondrial membrane: it catalyzes the esterification of long chain acyl-coenzyme A to acylcarnitine. Carnitine palmitoyltransferase 2 (CPT 2) is present in the inner mitochondrial membrane; it catalyzes the conversion of acyl-carnitine back to acylcoenzyme A and together with CPT 1 and a transporter the carnitine acyl-carnitine translocase allows for the transport of acyl-Co across mitochondrial membranes. Once in the mitochondrial matrix, acyl-CoA can be used in several metabolic pathways: primarily the beta-oxidation.
Mitochondrial metabolism of long chain fatty acids:
The mitochondrial metabolism of long chain fatty acids requires several steps: one of them is the entry of fatty acids inside the mitochondria. This transport is done through a system known as the carnitine system. This 3-protein complex is composed of 2 enzymes: the carnitine palmitoyl transferases 1 and 2 and a transporter: the carnitine acyl-carnitine translocase (CACT). Together these 3 proteins allow the transfer of activated fatty acids from the cytosol to the mitochondrial membrane. In this process, L-carnitine is a key compound that is involved in all the steps of this pathway. Once in the mitochondria matrix, activated fatty acids can enter the beta oxidation pathway and generate energy [31] .
Mitochondrial acyl-CoA/free CoA ratio control: Coenzyme A is one of the key compounds in cell physiology and many pathways use this cofactor. Coenzyme A may be present in the cell either as a free compound or bound to various molecules (e.g. acyls). Inside the cell, a stable equilibrium between free and acylated CoA exists but this equilibrium may be destabilized. To restore this equilibrium, several process can be activated, one involves L-carnitine. This process involves (1) an increase in acyl-carnitine synthesis which leads to (2) an increase in the mitochondrial beta oxidation. Together these two events induce an increase in the level of free coenzyme and restore the free/acylated coenzyme A ratio [32] .
Peroxisomal beta oxidation:
In the peroxisome; the β-oxidation of very long chain fatty acids leads to the formation of medium chain-acyl CoAs and acetyl CoA, and is sometimes considered as incomplete contrarily to the mitochondrial beta oxidation which leads to the formation of acetyl-coA only [31] . In the peroxisome, two enzymes dependent on L-carnitine are involve in the beta oxidation of fatty acids. These enzymes are the carnitine acetyltransferase and the carnitine octanoyltransferase. These enzymes seem to be necessary for the exit of medium-chain and short-chain acyl-CoAs from the peroxisomal matrix to the cytosol [30] but the precise role of these enzymes is not clearly defined yet.
Acetylation of histones:
Acetylation and deacetylation of histones are crucial mechanisms for the regulation of the transcription. Acetylation requires available acetyl-CoA and it has been suggested that acetyl-carnitine formed in mitochondria [32] can enter the nucleus and be converted into acetyl-CoA and then be used for histone acetylation [33] .
Free radical production: Free radicals may interact with various molecular species: lipids, nucleic acids or proteins leading to altered cell function. Several studies have proposed that a dietary supplementation in L-carnitine may exert a protective effect against the deleterious effects of free radicals [34] , however, the mechanisms involved in this potential protective effect remain unclear [35] .
LINKS BETWEEN AUTISM AND CARNITINE
Although the spectrum of autism is thought to be highly heritable, and may result from multigene susceptibility interactions, no single gene has been identified that can adequately explain the disorder's complex heterogeneity and alarmingly increasing prevalence.
Researches carried out on this topic have pinpointed many genetic variations, including genes involved in carnitine biosynthesis and glutamatergic transmission, which may augment susceptibility to neurodevelopmental disorders like ASD.
The links between L-carnitine and autism rely on 3 major observations (1) the alteration of mitochondrial function occurring in patients with ASD. This aspect has been several times reviewed in the literature and will not be detailed in the present paper (for more information: see ref. [36] ); (2) the relationships between L-carnitine levels and the severity of autism and (3) the genetic aspects of autism associated with L-carnitine metabolism. These two aspects are detailed in the present review.
L-carnitine level in ASD patients
A few publications have looked at carnitine levels in patients with ASD and one single publication has studied the effect of a L-carnitine supplementation on ASD patients.
The study of Filipek et al [37] measured the level of total and free carnitine in control and ASD patients. They observed that total and free carnitine values were significantly reduced in the autistic individuals with a P < 0.001 and that more than 80% of ASD patients have total and free carnitine levels below the reference value. This information was also reported by another group in 2005 [38] . Mostafa et al [38] also reported a decrease in L-carnitine levels in ASD patients. They described a decrease of almost 50% in L-carnitine levels in ASD individuals. They also reported decreases in lactate levels and poly unsaturated fatty acid levels. This study was done on a significant number of individuals (30 control vs 30 ASD) .
Besides this purely quantitative aspect, Frye et al [39] analyzed the acyl-carnitine profile of ASD patients, in a large cohort (n = 213), these authors reported that 17% of children with ASD exhibited an elevation in short-chain and long-chain, but not medium-chain, acyl-carnitines. These authors indicated that this pattern of acylcarnitine abnormalities is similar to what is observed in the brain of propionic acid rodent, model of ASD. This defect in L-carnitine levels is associated with mitochondrial dysfunction.
The acyl-carnitine composition was studied in a population of Chinese children with ASD. The goal of this publication was to identify a possible relation between the acyl-carnitine profile and the intelligence level. This study was carried out on 90 children: 60 with ASD and 30 control. The intelligence level was assessed using the Chinese Wechsler Young Children Scale of Intelligence (C-WYCSI). Blood analysis for L-carnitine derivatives showed that glutaryl carnitine and carnosyl carnitine were significantly decreased in ASD group and the authors of this publication suggested that those 2 compounds may be potential biomarkers for diagnosis of ASD. For these authors, these alterations indicate a potential mitochondrial dysfunction leading to an abnormal fatty acid metabolism in children with ASD [40] . L-carnitine was used as a potential treatment for patients diagnosed with autism. In the study published by Fahmy, 30 children diagnosed with autism (median age 69 mo, ranging from 29 mo to 103 mo) were randomly allotted into either the placebo (n = 14) group or the group receiving 100 mg/kg bodyweight per day of liquid Lcarnitine (n = 16) for 6 mo. Several parameters were analyzed in these children: parameters associated with autism such as the childhood autism rating scale (CARS) form and parameters related to carnitine such as free and total carnitine levels. The results presented by the authors revealed a significant improvement in CARS scores in patients receiving L-carnitine, this improvement was associated with an increase in total and free carnitine levels. The authors concluded about (1) the good tolerance of the treatment; and (2) the improvement of autism severity in patient treated for 6 mo with L-carnitine, they also concluded that subsequent studies will be welcome [41] . In conclusion, the analysis of studies carried out on patients with autism for parameters related to L-carnitine suggest that L-carnitine may be lowered in patients with ASD. Furthermore, a L-carnitine supplementation seems to improve the symptoms of autism in patients. However, the relatively low number of publications describing these parameters implies some moderation.
Carnitine synthesis defect and autism
With the overall goal to identify exonic copy number variants in the genome of ASD patients, Celestino-Soper and coauthors [42] analyzed 3743 samples for detecting disease-causing copy number variants (CNVs) that are not detected by most techniques used in conventional research and clinical diagnosis laboratories. This was done on 297 samples from 99 trios (probands with ASD, mother, father). Fifty-five potentially pathogenic CNVs were identified and validated and in a male proband, an exonic deletion of the TMLHE.
Using genome-wide chromosomal analysis methods, Celestino-Soper and coauthors [43] identified 55 potentially pathogenic copy number variants, among those and in the male samples, a deletion of exon 2 of the TMLHE gene (trimethyllysinehydroxylase epsilon) was found, this gene encodes the first enzyme in the biosynthesis of carnitine which is located in mitochondria. The lack of this enzyme leads to a decrease in plasmatic levels of 3-hydroxy-6-N-trimethyllysine andγ-butyrobetaine and in an increase in 6-N-trimethyllysine concentration in the plasma.
In the same time, the entire chromosome X exome was analyzed by next-generation sequencing in 12 unrelated families with ASD affected males. Thirty-six possibly deleterious variants were found located in 33 candidate genes. Among those a mutation in TMLHE, was identified in two brothers with autism. The screening of the TMLHE coding sequence in 501 male patients with ASD allowed the identification of 2 additional missense substitutions. These mutations were shown to induce a loss-offunction and led to an increase in trimethyllysine in the plasma of patients [44] . Based on these observations, a 4-year-old male with a mutation in the TMLHE gene and developing an autism spectrum disorder was supplemented with L-carnitine (200 mg/kg per day). In this young patient, the levels of carnitine were very low. The authors reported that two weeks after the initiation of the treatment, his family reported "noticeable increases in language, non-verbal expression, and engagement with others" [45] . The evolution was positive as the patient's regression ended and even started progressing. In the same time, the levels of carnitine in the plasma increased. Under such circumstances (with a TMLHE deficit) a supplementation in L-carnitine seemed efficient.
More recently, another potential mechanism involving the role of carnitine in the onset of autism has been propose, it implies a defect in the transport of L-carnitine into the cells. The amino acid transporter SLC7A5, also able to transport carnitine, has been recently shown to be associated with the onset of autism [46] . The same transporter seems also to be implicated in the metabolism of drugs such as Risperidone given for limiting the symptoms in ASD patients. Depending on the polymorphism of the gene, the drug can be differently catabolized [47] . One might notice that the transporter SLC7A5 is not purely a transporter of carnitine but a protein able to transport various amino acids.
CONCLUSION
A few aspects in the relation between carnitine and autism should be highlighted: (1) Low plasma carnitine is reported in autism, but not systematically. Furthermore, it seems that if some affected infants have low plasma carnitine during the early childhood, their plasma carnitine return to normal when measured a few years later [48] ; (2) Typically, L-carnitine levels are measured in the plasma, but it is very likely that the important levels of L-carnitine for brain development should be measured in the brain. And little to no information are available on these values; and (3) In any cases, not all patients with ASD have altered levels of carnitine.
In conclusion, some patients with ASD might have L-carnitine synthesis disorders (around 10%-20%) and for these patients, a supplementation with L-carnitine is beneficial. It is still remaining 80%-90% of the patients who have no L-carnitine synthesis or transport defects and for whom the origin of the disease should be find elsewhere.
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